It was the impression from past literature that Wolbachia is not naturally found in Ae. aegypti. 12 However, there are have been reports that recently reveals the presence of this endosymbiont 13 in this mosquito vector. With this, our study presents additional support of Wolbachia 14 infection in Ae. aegypti by screening field-collected adult mosquitoes using Wolbachia-15 specific 16S rDNA and its surface protein (wsp) makers under optimized PCR conditions. 16 From a total of 672 Ae. aegpyti adult mosquito samples collected in Metropolitan Manila, 17 Philippines, 113 (16.8%) and 89 (13.2%) individual mosquito samples were determined to 18 be Wolbachia infected using the wsp and 16S rDNA markers, respectively. The Ae. aegpyti 19 wsp sample sequences were similar or identical to five known Wolbachia strains belonging 20 to supergroups A or B while majority of 16S rDNA sample sequences were similar to strains 21 belonging to supergroup B. Overall, 80 (11.90%) individual mosquito samples revealed to 22 show positive amplifications in both markers and 69.0% showed congruence in supergroup 23 identification (supergroup B). Our findings illustrate that the infection status of Wolbachia 24 in Ae. aegypti may appear common than previously recognized.
INTRODUCTION
1 minute and an extension temperature of 72 C for 1 minute for 40 cycles, and accompanied 140 by a final extension temperature at 72 C for 3 minutes. 141 On the other hand, 16S rDNA gene amplification used a 10 μl final reaction volume 142 and composed of 10X buffer (TAKARA), 25 mM MgCl2, 10 mM of each dNTPs, 10 μM 143 forward and reverse primers, 10% DMSO (Sigma-Aldrich®) and 5.0U/ μL of Taq DNA 144 polymerase (TAKARA®). Thermal profiles follow the protocol of Simões et al 42 with initial 145 denaturation temperature at 95 C for 2 minutes, followed by two cycles of 95 C for 2 minutes 146 of denaturation, annealing temperature of 60 C for 1 minutes and extension temperature of The Smart Model Selection 45 was also utilized to set the parameters for wsp as GTR+G showed that the distribution of wsp-positive mosquito samples was significantly clustered (R 195 = 0.003,p < 0.001). Figure 2 and Figure S1 show the phylogeny of Wolbachia sequences 196 based on wsp sequences. Majority of the sequences were found in supergroup B (n=84) while outgroup. All sample sequences are indicated in red dots. The condensed version of this tree 620 is presented as Figure 2 
